influence of Ptc-PKAcinteraction on Ptc membrane location.
22
(B) The dual-luciferase detection of Ptc reporter when overexpressing PtcWT-V5,
23
Myc-PtcWT-V5, Hh plasmid, dsRNA against ptc 5'UTR. *, p value<0.05 versus Vector.
24
(C) The dual-luciferase detection of Ptc reporter when overexpressing PtcWT, PtcWTΔC4,
25
Hh plasmid, dsRNA against ptc5'UTR. *, p value<0.05, N.S., p value>0.05 versus V5C 26 vector respectively.
27
(D-E''') Wing discs expressing PtcWT-V5 (D-D''') or PtcWTΔC4-V5 (E-E''') driven by the 28 MS1096; dpp-lacZ were immunostained to show Ci and dpp-lacZ (dppZ) levels.
29
(F-G''') Wing discs expressing PtcWT-V5 (F-F''') or PtcWTΔC4-V5 (G-G''') driven by the 30 MS1096; ptc-lacZ were immunostained to show Ci and ptc-lacZ (ptcZ) levels.
31
(H-I''') Wing discs expressing PtcWT-V5 (H-H''') or PtcWTΔC4-V5 (I-I''') driven by the 32 dorsal compartment-specific driver AP-Gal4 were immunostained to show Ci and En 
38
(L-L''') Wing discs expressing GFP driven by the AG4; dicer2 were immunostained to 39 show Ci and En levels as the negative control for Fig 2I, 2J , 4I, 4J. 
46
(B) The mass spectrometry results of the phosphorylation modification on S1150 and 47 S1183 in the purified GST-ptc-C7 sample (B).
(C)
Cell Surface Immunostaining of Myc-PtcWT-S1150/1183A-V5 and
49
Myc-PtcWT-S1150/1183D-V5 in S2 cells.
50
(D-D''') Rescue assays to detect the rescue ability of PtcWT-S1150/1183A-V5 to 51 loss-of-inhibition induced by endogenous Ptc depletion. Ci levels were detected in GFP
52
clones with PtcWT-S1150/1183A-V5 overexpression plus Ptc depletion.
53
(E-E''') Rescue assays to detect the rescue ability of PtcWT-S1150/1183D-V5 to 54 loss-of-inhibition induced by endogenous Ptc depletion. Ci levels were detected in GFP
55
clones with PtcWT-S1150/1183D-V5 overexpression plus Ptc depletion.
56
(F) The mass spectrometry results of the phosphorylation modification on S1150 and 57 S1183 in the overexpressed PtcWT-6×Myc protein sample in S2 cells. respectively.
65
(B-C''') Wing discs expressing PtcWTΔC4-PKA-V5 (B-B''') or PtcWTΔC4-PKA-K75R-V5
66
(C-C''') driven by the MS1096; dpp-lacZ were immunostained to show Ci and dpp-lacZ 67 (dppZ).
69 (E-E''') driven by the MS1096; ptc-lacZ were immunostained to show Ci and ptc-lacZ 70 (ptcZ).
71
(F-G''') Wing discs expressing PtcWTΔC4-PKA-V5 (F-F''') or PtcWTΔC4-PKA-K75R-V5
72
(G-G''') driven by the dorsal compartment-specific driver AP-Gal4 were immunostained 73 to show Ci and En. effects of PtcWT-S1150/1183A-V5 or PtcWT-S1150/1183D-V5 on Hh signaling in vivo.
88
(E-F''') Immunostaining of wing discs expressing PtcWT-S1150/1183A-V5(E-E''', green) or
89
PtcWT-S1150/1183D-V5 (F-F''', green) driven by the dorsal compartment-specific driver 90 AP-Gal4; Ci (red) and ptc-lacZ (blue) were immunostainedto show the inhibitory effects 91 of PtcWT-S1150/1183A-V5 or PtcWT-S1150/1183D-V5 on Hh signaling in vivo. PtcWTΔC4-V5, PtcWTΔC4-PKA-V5, PtcWTΔC4-PKA-K75R-V5).
114

Constructs for cell transfection and fly transgenes 115
The vectors of pUAST-3xFlg, pUAST-3xHA, pUAST-6xMyc, pUAST-V5c were used to 116 generate constructs for overexpression of HA-dPKAc, Myc-dPKAc, Myc-dPKAc-C202A,
117
Myc-dPKAc-C321A, Myc-dPKAc-C346A, PtcWT-V5, 261Myc-PtcWT-V5, PtcWT-6xMyc,
118
PtcWTΔC1-V5, PtcWTΔC2-V5, PtcWTΔC3-V5, PtcWTΔC4-V5, PtcWTΔC6-V5,
119
Ptc1196aaΔC4-V5, Ptc-C4-V5, Ptc-C7-V5, Myrflg-Ptc-C4, Myrflg-Ptc-C7,
120
PtcWTΔC4-PKA-V5, PtcWTΔC4-PKA-K75R-V5, Myr-Ptc-C4-V5.
121
The vectors of pGEX-4T-1 and pET28a(+) were used to generate constructs for 122 protein expression of GST-Ptc-C1, GST-Ptc-C4, GST-Ptc-C7, His-dPKAc, His-Sumo-Ptc-C4,
123
His-Sumo-dPKAc.
124
The primers used for dsRNA of ptc 5'UTR are as follows: Myc-dPKAc-C202/321/346A and Myrflg-dPKAc-C202/321/346A transgenic fly was 134 generated using pUAST vector by standard P-element mediated transformation [11] .
135
S-Palmitoylation assay
136
The S-palmitoylation assay was performed according to the protocols described sodium phosphate, 2 mM Na2EDTA, 0.32 M sucrose, 1% Triton X-100, 500 mM NaCl).
149
Samples were analyzed by Western blots, and the Myc antibody was used to detect the 150 presence of Myc-tagged proteins.
151
Biotin Switch Assay
152
The biotin switch assay was described previously [12] . S2 cells transfected with 
175
In vitro phosphorylation kinase assay using ATP analog ATPγS formic acid in acetonitrile) was used for peptide separation at a flow rate of 300 nL/min.
198
HCD-based fragmentation was performed, which was set to alternate between a full 
